A novel manual pooling system for preparing three-dimensional pools of a deep coverage soybean bacterial artificial chromosome library.
Compared with hybridization-based techniques, polymerase chain reaction-based screening of large insert libraries has been used widely as it is fast, easy and sensitive. However, various pooling strategies are needed to ensure efficient screening. It is time-consuming and labourious to prepare three-dimensional pools for a deep coverage bacterial artificial chromosome (BAC) library of soybean (1.12 × 10(9) bp) in the absence of robotic facility. In the present study, we describe a novel manual pooling system for preparing three-dimensional pools of a soybean BAC library. This simple technique enables a single researcher to construct three-dimensional pools for a deep-coverage (12 haploid genome equivalents) BAC library of soybean in less than 2 months without any robotic manipulation. When the prepared three-dimensional pools were screened with 29 polymerase chain reaction-based markers, an average of 9.2 clones per marker were identified. These identified clones will be useful either in quantitative trait loci gene isolation or in synteny study between soybean and other legumes including Lotus japonicus. This efficient pooling system could be applied to any other BAC libraries without the need for robotic manipulation.